Background: In search of effective antimicrobial and cytotoxic agents, a series of indole hybridized diazenyl derivatives (DS-1 to DS-21) was efficiently prepared by condensation of diazotized p-aminoacetophenone with indole or nitroindole followed by reaction with different aromatic/heteroaromatic amines of biological significance. The synthesized derivatives were characterized by various spectroscopic techniques.
Introduction
The burgeoning number of the infectious diseases due to the growing concerns of the antimicrobial resistance (AMR) has been presented the major threat to the existence of the mankind [1, 2] . The World Health Organization report in 2016 disclosed that tuberculosis, diarrhoea and respiratory infections are among the top ten diseases with the accountability of approximately 5.7 million deaths worldwide [3] . A recent report estimated that the microbial infections would cause 10 million deaths annually by 2050 [4] . The treatment options for the contagious diseases conferred a complicated mystery in the early 1900, but it was unlocked by the accidental discovery of the penicillin in 1928, the first antibiotic, by Alexander Fleming, resulted in the beginning of antibiotic era [5] . Afterwards, the modern medicine have been revolutionized by the antibiotics and blessed the millions of human lives. But the overproduction, inappropriate and extensive use, poor infection control, poor hygiene and sanitation, discovery of fewer new antibiotics have led to the development of antimicrobial resistance [6] . From the late 1960 to early 1990, various new antibiotics have been introduced by the pharmaceutical industry to conquer the drug resistance dilemma, but later on the number of investigating antibiotics in clinical trials dramatically decreased and only a bunch of new antibiotics have been introduced in the market. The concern of pharmaceutical industry has been also shifted from the discovery of antimicrobials to the drugs dealing with other lethal diseases due to socio-economic and financial factors [7] [8] [9] . According to a study by the Pew Charitable Trusts in 2016, each currently available antibiotic is derived from a pre-existing class discovered by 1984 [10] . Hence the post-antibiotic era will represent the future panorama of the world with the high mortality rates due to the common infections. This situation has been further inflamed as most of the other malignant diseases with the host immune-compromised or concomitant illness especially cancer often accompanied by the microbial infections [11, 12] . The cancer patients are at the higher risk of microbial infections as compared to the normal persons due to the easy access of the microorganisms as a result of interrupted epithelial barriers, compromised host defence, the absence of neutrophils, and shifts in the microbial flora, etc. [13, 14] . Mostly patients diagnosed with cancer are also recommended with the antibiotics to increase the life span. The most lethal cancers have also developed resistance to the current chemotherapeutic agents hence presented the limited treatment scope [15] . All above facts necessitates the need for the development of new antimicrobial and cytotoxic agents and also signifies the importance of understanding the mechanisms of drug interactions on a molecular level to further enhance the development of new antimicrobial and anticancer agents.
DNA gyrases are well-studied drug targets that are present in almost all bacteria and are essential for growth of bacteria [16, 17] . The low structural homology exhibited by these enzymes with human topoisomerases make them attractive drug targets for antibacterial therapy. Mostly these enzymes consist of two subunits. The B-subunit of DNA gyrase (GyrB) consist of ATP binding pockets which are responsible for the DNA replication. The small molecules inhibition of this pocket is plausible, and several lead compounds have been developed by targeting this pocket [18, 19] .
The indole derivatives have been emerged as the drugs of immense importance in the recent times and well known for their significant biological activities such as cytotoxic, antimicrobial, antidiabetic, and anti-inflammatory activities [20] [21] [22] [23] . Several indole containing drugs are available in the market. Some of the indole containing drugs have been listed in Fig. 1 .
Likewise, diazenyl compounds characterized by the presence of azo linkage (-N=N-) have also attracted the attention of the researchers due to their significant biological activities. Many diazenyl derivatives (i.e. diazeniumdiolate prodrugs, diazenecarboxamides, diazenyl complexes etc.) have been accounted for their cytotoxic potential towards different cancerous cell lines in the recent years [24] [25] [26] . These derivatives also reported to have antimicrobial activity [27, 28] .
In perspective of above details, in the current study we have planned to synthesize the novel hybridized indole diazenyl derivatives using different aromatic/heteroaromatic amines of biological significance and evaluate their antimicrobial potential against various pathogenic strains and also against a number of cancerous cell lines for evaluation of their cytotoxic potential. Additionally, these derivatives also have been planned to study for the molecular interactions with the B-subunit of enzyme DNA gyrase at the ATP binding pocket.
Results and discussion

Chemistry
The target compounds (DS1-DS21) were synthesized from the commercially available p-aminoacetophenone which was diazotized in the presence of NaNO 2 and HCl followed by condensation with unsubstituted indole or nitroindole and further reaction with various amines of biological significance (Fig. 2) . The amine, tetrahydrobenzothiophene used for synthesis of derivative DS-2 was prepared by the Gewald reaction [29] . The amines used for the synthesis of DS-3, DS-5 and DS-7 were prepared by the reaction of aliphatic/aromatic carboxylic acids with the POCl 3 and thiosemicarbazide as per the reported methods [30, 31] . The compounds DS-4, DS-8, DS-9, DS-12 and DS-18 were not mentioned in the scheme as these compounds do not meet the criteria of purity for the synthesized compounds. The structures of test compounds have been verified by IR, 1 H-NMR, 13 C-NMR, and mass spectroscopy.
The IR spectrum of synthesized compounds was determined by KBr pellet method. The NH stretch due to indole moiety was observed at 3217-3447 cm
. The C=O group in dyes 1 and 2 was detected between 1668 and 1669 cm −1 respectively which was shifted to the 1601-1641 cm −1 in DS-1 to DS-23 indicating the formation of Schiff base (-CH=N-linkage). The aliphatic stretch was perceived in the range of 2847-3169 cm . The bands in the range of 535-1053 cm −1 have been assigned to the C-X (halogen) absorption. The proton NMR spectra of synthesized compounds were taken in DMSO at 400 MHz. The proton spectra of mostly synthesized compounds exhibited peak at 11.19-12.65 ppm due to the presence of -NH of the indole moiety. The signals of the aromatic protons have been observed in the range of δ 6.37-8.58 ppm. The protons of the ethoxy group in DS-2 produced a classic triplet-quartet signal pattern at δ 1.27 ppm and 4.13 ppm respectively. The proton signal of the methylene group as in the case of DS-1 appeared as a singlet at 4.23 ppm. The proton of the carboxyl group appeared in the range of δ 10.24-11.59 ppm. The protons of the saturated carbons of the cyclohexenyl ring appeared C NMR spectrum of DS-1 to DS-21 were observed between 108 and 159 ppm. The 13 C NMR peaks at 165-177 ppm accounted for the carbonyl group. The carbon of the imine group was observed between 160 and 165 ppm. The ethoxy carbons appeared at the 61 and 14 ppm respectively. The peak in the range of 45-58 ppm represented the methylene carbons. The carbon signals of saturated carbons of the cylohexenyl ring appeared in the range of 20-28 ppm. The final confirmation of the synthesized compounds was done by mass spectroscopy. The % of C, O, N, H and S in the target compounds was found to be within the defined limits. • The compounds DS-11 and DS-19 with substituted sulfa drugs (sulfapyridine and sulfadiazine) exhibited activity only against E. coli and acted as bacteriostatic agents.
• The most of the synthesized compounds were found to inactive against tested Gram-positive bacterial strains and fungal strain A. niger.
Anticancer results
The 
Molecular docking
Bacterial DNA gyrase is the key enzyme and the target for the development of the newer antibacterial drugs [32] . DNA gyrase consists of 2 subunits-subunit A and subunit B. Subunit A nicks the dsDNA, subunit B introduces −ve supercoils and then subunit A reseals the ends. [33] . Further the functions of the DNA gyrase in humans are performed by the group of topoisomerase enzymes. The natural product (e.g., coumarin) and synthetic compounds (e.g., quinolone) are well known inhibitors of bacterial gyrase [34] . The coumarin antibiotics, novobiocin and its dimer coumermycin A1
are characteristic examples, which inhibit the subunit B of DNA gyrase. But the use of these inhibitors has been restricted due to emergence of drug resistance [35] . Therefore, targeting subunit B might produce some novel DNA gyrase inhibitors.
In the DNA gyrase subunit B, there is an ATP binding pocket, where ATP bind and on hydrolysis activate the enzyme for the further function. Thus targeting this site might be effective to produce novel DNA gyrase inhibitors. In an effort to find out the new inhibitors of the GyrB subunit ATP binding site and minimize targetbased resistance, the target compounds were docked on the ATPase binding site of GyrB from E. coli (PDB:4KFG). The molecular docking study was carried out on GLIDE docking program and the results were analyzed based on the docking score, glide energy, glide energy model obtained from GLIDE and presented in Table 4 . The predicted docking poses were visually inspected and interactions with the binding pocket residues were analyzed using the ligand-interactions diagrams. The docking results showed that the studied compounds can be accommodated in the binding pocket of GyrB subunit with a comparable orientation to the one observed in the co-crystallised ligand covalent adduct in the reported crystal structure (4KFG). The best docked pose for the highest active compounds DS-6, DS-11, DS-14, DS-20 have been presented in Figs. 4, 5, 6, and 7 respectively. The docking scores were demonstrated in terms of negative energy; the lower the binding energy, best would The synthesized indole diazenyl derivatives (DS-1 to DS-21) showed that in most of the active inhibitors the interactions were dominated by the hydrogen bonding (1.34-1.98 Å) due to the presence of -NH of the indole moiety with the essential Asp73 residue of the binding site (same interaction as in case of co-crystallised ligand). The most of the active inhibitors exhibited hydrogen bonding network with Asn46, Asp73, Arg76, Val120, the key residues belonging to the catalytic domain of the GyrB enzyme amino acid stretch. The compounds with substituted nitro group exhibited two salt bridges through nitrogen and oxygen of nitro group with the key residues Arg76 (4.62 Å) and Glu50 (4.64 Å). The active compound DS-11 exhibited three hydrogen bonding interactions: -NH-of the indole moiety with the Asp73 residue (1.49 Å), -S=O moiety with the Val120 residue (2.71 Å), through sulfamoyl -NH moiety with the Asn46 residue (2.34 Å). Another active compound DS-6 did not display any H-bonding interaction with the key amino acid residues. The main interactions dominated in this compound are electrostatic and hydrophobic interactions at the several key residues. The interacting amino acids at the active site with the different test compounds have been presented in Table 5 . Overall the docking results validated the antimicrobial activity and these indole diazenyl derivatives can be developed as lead compounds as DNA gyrase inhibitors.
ADME results
Mostly drugs failed during the clinical development due to the ADME/Tox deficiencies. So, the virtual screening should not be limited to improve selectivity and optimize binding affinity; but the pharmacokinetic parameters should also be involved as significant filters in virtual screening [36] . Over-all 44 descriptors and pharmaceutically pertinent properties of substituted indole diazenyl analogs were investigated using Qikprop (QikProp, version 3.5, Schrödinger) in comparison with those of 95% of known drugs [37] . Some of the important descriptors essential for envisaging the drug like properties of molecules are reported in Table 6 . The most of the synthesized compounds have followed the Lipinski's rules: molecular weight < 500 Da, octanol/water partition coefficient (QPlogPo/w) < 5, hydrogen bond acceptor < 10 and donor < 5. The % oral absorption was found in the range of 80-100% in most of the derivatives.
Experimental
Materials and methods
The required synthetic chemicals were purchased from Merck Chemicals (India) and utilized without further purification. The reagents for the antimicrobial evaluation and for the cytotoxicity study were procured from Hi-Media Laboratories (India). The microbial strains were acquired from Institute of Microbial Technology and Genebank (IMTECH), Chandigarh. The IR spectra was recorded on the Bruker 12060280 FTIR spectrophotometer using KBr pellet method. The Bruker Avance II 400 NMR spectrometer was used for carried out the NMR spectroscopy ( 1 H NMR and 13 C NMR), for the synthesized derivatives in deuterated DMSO solvent. The structures of the synthesized derivatives were confirmed by mass spectra, taken on the Advion expression CMS, USA mass spectrometer with APCI mode as the ion source.
Synthetic procedure for indole diazenyl Schiff bases
The p-aminoacetophenone (0.01 mol, 1.35 g) was dissolved in 10 ml solution of 0.2 N HCl followed by addition of 5 ml solution of sodium nitrite (0.01 mol) at 0-5 °C to complete the diazotization process. The indole/5-nitroindole (0.01 mol) was solubilized in 20 ml of acetic/propionic acid (8:2) mixture and cooled at Table 4 Glide docking scores of Indole diazenyl derivatives (DS1-DS21) against GyrB subunit (4KFG) 0 °C. The diazotized solution was added to the indole derivative gradually at 0 °C over a period of 10-15 min followed by stirring for 1-2 h in the cold conditions. Afterwards saturated sodium carbonate solution (20-25 ml) was added to precipitate the azo dye (1, 2) with continuous stirring for further half an hour [38, 39] . The precipitated azo dye was filtered, vacuum dried and recrystallized from ethanol and used further for the synthesis of indole diazenyl Schiff bases. In 250 ml round bottom flask, indole azo dye (0.001 M) was refluxed with aromatic/heteroaromatic amine (0.001 M) in the presence of ethanol and catalytic amount of acid on a heating mantle. The refluxing was continued for 7-8 h until the reaction completion was confirmed by TLC. The reaction volume was concentrated and kept at 7-8 °C for 24 h for the precipitation of Schiff bases. The synthesized Schiff bases were purified by recrystallization and column chromatography using ethyl acetate: methanol (70:30) on silica gel 100-200 mesh size [27, 40] . 
Analytical data
1-[4-[(E)-1H-Indol-3-ylazo]phenyl]
Compound
Interacting residues at the active site
DS-6
Pro79, Ile78, Gly77, Arg76, Asp73, Ile90, Met91, Glu50, Asp49, Ala47, Asn46, Asp45, Val43, Glu42, Val120, Val118, His116, Leu 115, Val111, Ser108, Asp106
DS-10
Asn46, Ala47, Asp49, Glu50, Pro79, Ile78, Arg76, Asp73, Thr165, Ile 90, Arg76, Asp73, Thr165, Ile 90, Asp106, Asn 107, Ser108
DS-11
Val120, Gly119, Glu42, Val43, Asp45, Asn46, Ala47, Asp49, Glu50, Ser108, Asp73, Arg76
DS-14
Pro79, Ile78, Arg76, Asp73, Glu50, Asp49, Ala47, Asn46, Asp45, Glu42, Val111, Ser108, Asp106
DS-16
Pro79, Ile78, Arg76, Asp73, Glu50, Asp49, Ala47, Asn46, Asp45, Glu42, Val111, Ser108, Asn107, Asp106
DS-19
Asp73, Val71, Glu50, Asp49, Ala47, Asn46, Asp45, Val43, Glu42, Leu115, His116, Val118, Gly119, Val120, Ser108, Asp106
DS-20
Pro79, Ile78, Gly77, Arg76, Asp73, Gln72, Val71, Glu50, Ala47, Asn46, Asp45, Val43, Glu42
DS-21
Pro79, Ile78, Arg76, Asp73, Glu50, Asp49, Asp73, Ala47, Asn46, Val120, Asp45, Val118 CPR Ile90, Val120, Leu132, Val167, Val43, Asn46, Ala47, Thr165, Val71, Asp73, Arg76, Ile78, Pro79 NOV Ile90, Ala53, Glu50, Asp49, Ala47, Asn46, Lys110, Thr165, Asp73, Arg76, Ile78, Pro79 
N-((4-((Z)-(1-(4-((Z)-(5-Nitro-1H-indol-3-yl)diaze-
Antimicrobial evaluation
Determination of minimum inhibitory concentration (MIC)
The synthesized indole diazenyl Schiff bases were screened for antimicrobial activity through tube dilution method as per the reported procedure [41, 42] . The cefotaxime (antibacterial) and fluconazole (antifungal) were selected, as the standard drugs. The standard drugs and the test derivatives were dissolved in DMSO to make the stock solutions of the required concentration of 1000 μg/ml and further serially diluted in nutrient broth (for bacterial strains) and sabouraud dextrose broth (for fungal strains) to get the desired concentrations of (500, 250, 125, 62.5, 31.25, 15.62, 7.81, 3.90, 1.95 μg/ml). The each concentration of the test and standard compounds have been supplemented with 100 μl of microbial inoculum to give final inoculum size of 5 * 10 5 colony forming units (CFU) ml −1 under sterile conditions. The all test tubes with different concentration of the test and standard compounds and microbial strains were incubated for the specified time (for bacterial cultures-24 h at 37 ± 2 °C; fungal cultures-7 days at 25 ± 2 °C).
Determination of minimum bactericidal/fungicidal concentration (MBC/MFC)
After MIC assessment, the indole derivatives (DS1-DS21), were additionally evaluated for MBC and MFC values. To the sterilized petri plates, added 100 µl of culture from each test tube which demonstrated no visible growth in MIC test tubes aseptically. The 10-15 ml of nutrient agar and Sabouraud dextrose agar was added to the petri plates for bacterial and fungal samples respectively with gentle shaking of plates in order to mix the culture throughout the media. Allowed the media to solidify. The petri plates were then incubated for the predefined time and temperature as referenced already for bacterial and fungal cultures respectively. The plates were then investigated visually for the development of microbial growth. The MBC and MFC were stated as the minimum concentration of the compounds in aliquots showing no visual growth after incubation.
Cytotoxicity study
Cell culture
The cell lines used in study were initially procured from the National Centre for Cell Sciences (NCCS), Pune, India, and maintained in DMEM. The cell line was cultured in 25 cm 2 tissue culture flask with DMEM supplemented with 10% FBS, sodium bicarbonate, l-glutamine, and antibiotic solution containing: streptomycin (100 μg/ ml), penicillin (100 U/ml). Cultured cell line was kept at 37 °C in a humidified 5% CO 2 incubator (VWR, USA).
MTT cell proliferation assay
The compounds found to have good antimicrobial potential were then screened for their cytotoxicity using MTT (3,4,5-dimethylthiazol-2-yl)-2-5-diphenyltetrazolium bromide) assay [43, 44] . 1 × 10 4 cells/well were seeded in 100 µl DMEM/MEM, supplemented with 10% FBS in each well of 96-well microculture plates and incubated for 24 h at 37 °C in a CO 2 incubator. After incubation, all the prepared/synthesized compounds were added to the cells at 10, 25, 50 and 100 µg concentrations for 48 h. After 48 h of drug treatment, 10 µl MTT (5 mg/ml) was added to each well and the plates were further incubated for 4 h. Then the supernatant from each well was carefully removed, formazan crystals were dissolved in 100 µl of DMSO and absorbance at 570 nm wavelength was recorded on an ELISA reader. The IC 50 value was calculated using the linear regression equation i.e. Y = Mx + C. Here, Y = 50, M and C values were derived from the viability graph. The assay was performed in triplicate.
Molecular docking
The novel indole diazenyl Schiff bases were subjected to dock in the active site of DNA gyrase enzyme using Schrodinger Glide software. The 3D-crystal structure of the ATP binding site of E. coli GyrB in complex with pyrimido [4,5-b] indole derivative (PDB ID: 4KFG, resolution 1.6 Å) had been used for the modelling studies and was retrieved from Protein Data Bank (http://www. rcsb.org/pdb/home/home). The target derivatives were investigated for the theoretical binding mode at the ATP binding site to understand the ligand-receptor possible intermolecular interactions in detail using molecular docking modelling. The selected protein structure was prepared using the Protein Preparation Wizard executed in Schrödinger Suite 2018-1. Crystallographic water molecules with fewer than three hydrogen bonds were deleted. Hydrogen atoms were added to the protein structure corresponding to a pH value of 7. The restrained minimization was performed until the heavy atoms RMSD reached a maximum cut-off to 0.30 Å. The active site was defined with a 20 Å radius around the ligand present in the crystal structure and a grid box was generated at the centroid of the active site. Low-energy conformations of all ligands were docked into the catalytic pocket of the 4KFG protein in extra precision mode (Glide, Schrödinger 2018-1) without applying any constraints. The best docked structures were selected based on the Glide score function, Glide energy and Glide energy model [45, 46] . ADME properties ADME properties were calculated using Qikprop v3.5 tool of Schrödinger. It predicts both physicochemically significant descriptors and pharmacokinetic relevant properties. QikProp provides ranges for comparing a particular molecule's properties with those of 95% of known drugs. Qikprop evaluates the acceptability of analogs based on Lipinski's rule of five, which is essential to ensure drug-like pharmacokinetic profile while using rational drug design. All the analogs were neutralized before being used by Qikprop.
Conclusion
In quest of effective antimicrobial and cytotoxic agents, a series of indole hybridized diazenyl derivatives (DS-1-DS-21) was efficiently prepared and characterized. The synthesized derivatives were evaluated for antimicrobial activities against various pathogenic bacterial and fungal strains. Most of the synthesized derivatives especially DS-6, DS-10, DS-14, DS-20 and DS-21 demonstrated excellent antibacterial activity against Gramnegative bacteria particularly E. coli and K. pneumonia. The derivatives DS-14 and DS-20 have shown good cytotoxicity against breast cancer cell line and moderate activity against human colorectal carcinoma cell line. Most of the tested derivatives were found to be non-toxic to the leukemic cancer cell line. The synthesized derivatives revealed high safety level by exhibiting very low cytotoxicity against the normal cell line. The molecular docking studies validated the outcome results from the antimicrobial activity and signifies the potential of these derivatives as DNA gyrase enzyme inhibitors. So, these compounds can be modified further for the development of new anticancer and antimicrobial agents.
Abbreviations DMEM: Dulbecco's Modified Eagle Medium; MEM: minimum essential medium; FBS: fetal bovine serum; MTT: 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide; MIC: minimum inhibitory concentration; MBC: minimum bactericidal concentration; MFC: minimum fungicidal concentration; ADME: absorption, distribution, metabolism, excretion; ELISA: enzyme-linked immunosorbent assay; HEK-293: human embryonic kidney cells.
